recorded pH as well as pK a values. Accordingly, when performing titrations with salts such as GdmCl, one should use buffers that are chemically similar to the protein's ionizing groups that titrate at the buffer pH. Then, pK a values of buffer and protein change in parallel, so minimizing changes in ionization state of the protein during the salt titration. In the pH range of 3.6-5.6, for example, acetate is a good buffer because it is a chemical mimic of the carboxyl groups of the protein that titrate in this region. Around pH 7, imidazole and other amine buffers are best because histidines and N-terminal α-amino groups titrate in this range. Phosphate is particularly bad at pH 7 because it behaves so differently from amines during salt titrations (Fig. 1) .
We can show formally that changes in true or recorded pH readings are irrelevant and that the buffer ratio and chemical nature are the key factors. Suppose group HB on the protein ionizes with thermodynamic dissociation constant K 0 B and buffer HA ionizes with K 0 A . Then:
where γ is the appropriate activity coefficient. Thus: The comment by Campos and Muñoz (2) that we observed two states because we did experiments at pH ∼8 where "proton transfer is slow (in contrast to pH 6)" is puzzling: maybe they overlooked that we also observed two states at pH 5.8 and in 6 M urea at pH 7 (figures S3 and S4 of ref. 6)? Furthermore, proton transfer between acids and bases is not slow at pH 8 because 50 mM buffer is present, which mediates very fast transfer at up to ∼10 8 s −1 (7). Recorded pH values in this study. It is seen that either using corrected measurements or directly recorded values, the pHs of Mops and phosphate buffers quickly diverge and continue to do so with increasing concentrations of GdmCl. The divergence is because the activity coefficient ratio of phosphate (γ Pi /γ HPi ) changes much differently from that of Mops (γ N /γ NH+ ). The important observation is the divergence in pH between phosphate and Mops, irrespective of the corrected or recorded value of pH. What is crucial is to use a buffer that is chemically similar to the ionizing group on the protein, so the buffer and reagent have parallel changes in activity coefficients on addition of salt, as shown in Eq. 1. Phosphate, which is often an excellent buffer, is, by far, the worst of the common buffers for GdmCl titrations because it is so different chemically and electrostatically from amines and carboxylates and, hence, its activity coefficients are affected very differently. The denaturation of BBL around pH 7, for example, is strongly affected by the ionization of His166 (5) 
